Guinea pigs were routinely immunized with 0.2 ml of antigen given intraperitoneally on days 0, 2, 4, 7, 9, 11, and 18. When an adjuvant schedule was used, the guinea pigs received 1.0 ml intramuscularly of equal parts antigen and complete Freund's adjuvant plus a 0.2-ml booster without adjuvant on day 18. Sera were collected 7 to 10 days after the last inoculation.
Rabbits were inoculated with antigen consisting of virus produced in FSP cells and semipurified ("scrubbed") by sucrose density centrifugation. The first dose consisted of 2 ml of equal parts antigen and Freund's adjuvant given intramuscularly. An additional 1-ml dose of antigen without adjuvant was inoculated intramuscularly on day 27. Sera were collected 50 days after the last inoculation.
Sera from guinea pigs immunized with AH-1 and FSP antigens were tested by CF with antigens prepared from the heterologous cell line. Results are shown in Tables 1 and 2 . The sera of animals receiving uninfected AH-1 antigen reacted at low titer to both infected and control antigens, whereas the sera of those receiving the infected AH-1 antigen reacted with undesirably high titers to the control antigen, although somewhat higher titers were observed against the varicella antigen. The FSP cell line proved to be more suitable for the production of immunizing antigens.
Purification of the serological antigen was attempted with discontinuous gradient centrifugation with the use of the following amounts and concentrations of sucrose: 5 ml, 80%; 3 ml, 65%; 5 ml, 50%; 10 ml, 35%; and 3 ml, 10%. On this was placed 5 ml of antigen. Centrifugation was carried out in an SW 25 rotor at 20,000 at the 65 to 80% interface. Progressively more enveloped particles were observed at higher levels, until a maximum was observed in the sample collected at the 35 to 50% interface. Small numbers of both enveloped and naked virions were observed above the 35 to 50% interface. Subsequent centrifugal runs were made with gradients using 80, 60, 35, and 10% sucrose layers. Bands observed at the 60 to 35% sucrose interface were collected and used as CF or immunizing antigens after dialysis against the appropriate buffer. The optimal varicella antigen dilution was 1:2, with no activity in similarly prepared control antigen. Two guinea pig sera each from the group immunized with normal control and varicella-infected AH-1 cells were tested with the sucrose-centrifuged antigens. The control sera reacted to neither antigen, and the varicella antisera reacted only with the varicella antigen at titers of 1:64 and 1:128.
Groups of five guinea pigs were immunized with semipurified antigen by use of both routine and adjuvant schedules. When sera of these animals were tested with antigens produced in AH-1 cells, suitable titers were observed with varicella and no reaction was observed with control preparations (Table 3) 
